placental sexual dimorphism is of special interest in prenatal programming. Various postnatal diseases with gender dependent incidence, especially neuropsychiatric disorders like schizophrenia and autism spectrum disorders, have prenatal risk factors established. However, the functional relevance of placental microarchitecture in prenatal programming is poorly investigated, mainly due to a lack of statistically efficient methods. We hypothesized that the recently established 3D microscopic analysis of villous trees would be able to identify microscopic structural correlates of human placental sexual dimorphism. We analyzed the density of cell nuclei of villous trophoblast, i.e. the materno-fetal exchange barrier, in placentas from term pregnancies. the cell nuclei were grouped into proliferative and non-proliferative nuclei by detection of a proliferation marker (pCNA). Normal female placentas showed a higher density of non-proliferating nuclei (pCNA-negative) in villous trophoblast than normal male placentas. the density of pCNA-negative cell nuclei was higher in placentas of pregnancies with intrauterine growth retardation (IUGR) than in control placentas. the data of the present study shows that the density of non-proliferative cell nuclei in the syncytial layer of villous trophoblast is influenced by fetal sex and by IUGR, while proliferation remains unchanged. A novel concept of post-fusion regulation of syncytial structure and function is proposed.
Results
42 placentas (23 female and 19 male) from clinically normal pregnancies were analyzed. The mean age of mothers was 33.9 ± 4.0 years. The mean gestational age was 39.3 ± 1.0 weeks. 40 placentas (22 female and 18 male) from pregnancies with intrauterine growth restriction (IUGR) were analyzed. The mean age of mothers was 35.5 ± 5.5 years. The mean gestational age was 37.5 ± 2.7 weeks. Apart from gestational age and birth weight, Table 1 lists the mean values for various other gross placental morphological parameters. With a sample size of 82 placentas in the present study, no gender specific differences were observed in birth weight or placental weight ( Fig. 1E ,F, Tables 1, 2) . Neither were any of the other gross placental parameters significantly different. However, irrespective of gender, birth weight and placental weight were significantly lower in IUGR placentas by 34% (p < 0.001) and 33% (p < 0.001), respectively, than placentas of clinically normal pregnancies ( Fig. 1E ,F, Tables 1, 2). Statistically significant effects of disease were also found for the parameters surface area (20% smaller in IUGR) and the shortest diameter of the placental disc (11% shorter in IUGR, Table 1A ,B).
The density of cell nuclei of villous trophoblast was determined by two measures, namely Mean Density (MD) and Nearest Neighbor Distance (NND). The MD was calculated by dividing the number of a given type of nuclei (PCNA-positive/PCNA-negative) by the surface area of the given branch (terminal/preterminal). Figure 1C ,D shows Tukey plots and confidence intervals and Table 3 lists group-wise mean values of MD for both types of nuclei and branches. In the clinically normal group, the MD of PCNA-negative nuclei was found to be lower in males than females by 18.2% for terminal branches (bT0) and by 16 .4% for preterminal branches (bT1). This effect was not observed in the IUGR group. However, irrespective of gender, a statistically significant increase in the MD of PCNA-negative nuclei was observed in the IUGR group as compared to the clinically normal group (Tables 3, 4 ). On the other hand, no statistically significant differences were observed in the MD of PCNA-positive nuclei.
The second measure of the density of cell nuclei of the villous trophoblast was the NND. It was measured as Euclidean distance from each nucleus to its closest neighboring nucleus. Per placenta 6012 (bT0) and 2736 (bT1) PCNA-negative nuclei and 180 (bT0) and 252 (bT1) PCNA-positive nuclei were analyzed. Figure 1A,B shows Tukey plots and confidence intervals and Table 3 lists group-wise mean values of NND for both types of nuclei and branches. The NND of PCNA-negative nuclei was found to be shorter in females than males by 7.1% for terminal branches (bT0) and by 8.1% for preterminal branches (bT1) in the clinically normal group. This effect was not observed in the IUGR group. However, irrespective of gender, a statistically significant decrease in the NND of PCNA-negative nuclei on both branches bT0 and bT1 was observed in the IUGR group as compared to Scientific RepoRts | (2019) 9:2359 | https://doi.org/10.1038/s41598-019-38739-9
the clinically normal group (Tables 3, 4 ). On the other hand, no gender specific differences were observed in the NND of PCNA-positive nuclei, neither in the clinically normal group nor in the IUGR group (Tables 3, 4 ). Only the NND of PCNA-positive nuclei on bT1 branch was significantly longer in the IUGR group than the clinically normal group, irrespective of gender. Table 5 summarizes important parameters of the statistical tests of the present study with regard to gender specific differences for the measures birth weight (BW), placenta weight (PW), MD and NND in the clinically normal group. The presented parameters for MD and NND relate to PCNA-negative nuclei at bT0 branch.
Discussion
The present study establishes the density of PCNA-negative cell nuclei of term human villous trophoblast as a physiologically sexually dimorphic microscopic feature of human placentas. Given that the higher weight of male than female placentas as epidemiological hallmark of sexual dimorphism is a general feature of normal human placentation and is occurring independent of maternal age, race and other demographic parameters 17 , the findings of the present study likely are representative.
Since only the PCNA-negative (i.e. non-proliferative) cell nuclei of villous trophoblast were subject to this effect, the unique bi-layered architecture of villous trophoblast as an epithelium comes into focus. It is clear that most of the PCNA-negative cell nuclei are part of the apical trophoblast layer, the syncytiotrophoblast 35, 37 . Syncytiotrophoblast is the central tissue organizing materno-fetal transport and traffic 30 and the present study shows that this is the sexually dimorphic part of villous trophoblast. Syncytiotrophoblast is a huge polarized cellular mass maintained during pregnancy by post-proliferative cyto-syncytial fusion of cytotrophoblast units into the syncytiotrophoblast 30, 37, 38 . Aged nuclei and organelles of syncytiotrophoblast 39 the maternal circulation 37, 38 . Syncytiotrophoblast is thus a kind of steady state tissue with intrasyncytial components (cell nuclei, organelles, vesicles, membranes) existing in between cyto-syncytial fusion and syncytial shedding. Since the density of PCNA-positive cell nuclei (most of them prior to cyto-syncytial fusion 35, 37, 38 ) was not sex-related, the sexual dimorphism of density of PCNA-negative nuclei is not just an outflow of sexually dimorphic trophoblast proliferation. An intriguing concept integrating the actual views on syncytiotrophoblast 37, 38 and the data of the present study is a post-fusion kinetic control of syncytial structure by variation of the transsyncytial passage time of cytotrophoblast material (see Fig. 2 ). This can possibly be understood as a kind of brake system controlling the kinetics of intrasyncytial passage of PCNA-negative cell nuclei. It could be active at its latest at the point of shedding and/or at any intrasyncytial passage point prior to it. In such a concept, one or more of the (many and still very incompletely understood 37, 38 ) sequential steps during ageing of syncytial organelles 39 towards shedding would function as regulated rate limiting step(s). Through such rate limiting steps, syncytial passage time of cell nuclei could be elongated while proliferation, cyto-syncytial fusion and shedding could stay fairly constant (see Fig. 2 ). According to current views 37, 38, [40] [41] [42] , syncytiotrophoblast consists of post-fusion cytotrophoblast nuclei/organelles which are progressively passivated by ageing 39 including many features of apoptosis [40] [41] [42] , and substantial reduction of transcription 43 after syncytial fusion. In the frame of these concepts, regulatory influences are predominantly expected to be proliferation-driven, while the elements included in syncytiotrophoblast progress towards toward shedding without control like water in a waterfall. The concept of trophoblast proliferation as the only regulatory driver of the passively ageing syncytium 41, 42 is challenged by the physiological sexual dimorphism and the findings in IUGR placentas described in the present study. In the absence of sexually dimorphic proliferation, the sexually dimorphic syncytial steady state found in the present study is best explained by a type of post-fusion regulation instead of pre-fusion proliferative control of inflow into syncytiotrophoblast. It is obvious that more pronounced control of syncytial passage time would also explain the state seen in IUGR placentas of the present study, again without a corresponding biologically adequate change in the proliferative compartment of villous trophoblast (see Fig. 2 ).
Regulation of syncytial function during the post-proliferative phase of villous trophoblast is a new paradigm we propose based on the data of the present study (see Fig. 2 ). Its existence can have far reaching consequences in various areas of placental research. oxidative stress, reactive oxygen species and villous trophoblast. Occurrence of markers of oxidative stress and also antioxidant levels become increasingly important in placental research 44 and are sexually dimorphic 45 . This was shown in placental homogenates and thus not tissue-specific for villous trophoblast. Nevertheless, villous trophoblast is rich in organelles and a mass tissue of the placenta. Villous trophoblast delivers a major part of the contents of placental homogenates. Antioxidant capacity was higher in male than in female placentas while detection of adducts due to mitochondrial production of reactive oxygen species behaved reciprocally 45 . Furthermore, these studies propose that higher male than female loss of anti-oxidant capacity in case of adversity (here: maternal obesity) could be a mechanism by which the higher clinical risk in male pregnancies is mediated 45 . Similar to the data of the present study on IUGR, sexual dimorphism becomes diminished or even extinguished in case of adversity 45 . Increased levels of oxidative stress were found in many pregnancies with a complicated clinical course [46] [47] [48] [49] , though usually without analysis of sexual dimorphism. The concept of kinetic post-fusion regulation of syncytiotrophoblast proposed above would imply that the higher density of cell nuclei in female villous trophoblast coincides with a more mature/senescent stage of many organelles and nuclei in female trophoblast than in male trophoblast. Higher levels of adducts of reactive oxygen species could thus not only reflect higher levels of reactive oxygen species but could also occur with normal levels of reactive oxygen species due to longer duration of exposure during a longer intrasyncytial passage time in the presence of decreasing (due to progressive ageing) antioxidant levels.
sexually Dimorphic mRNA Levels in syncytiotrophoblast. There are reports on sexually divergent gene expression in the human placenta [50] [51] [52] , also on gene expression explicitly related to villous trophoblast 33 . However, a sexually dimorphic regulation of gene expression is difficult to imagine in a constantly ageing tissue like syncytiotrophoblast with low or even not higher than residual transcription levels. The residual transcription levels in syncytiotrophoblast required an extremely sensitive and sophisticated approach for their detection 43 .
After cyto-syncytial fusion, the transcription level rapidly decreases and syncytiotrophoblast is more and more dependent on its existing mRNA content. It is questionable whether the cellular mechanisms of genetic expression control are still fully active in this "para-apoptotic", ageing multinuclear cellular construct. Sexually dimorphic levels of mRNA could thus (i) be inherited by preexisting differences in cytotrophoblast through cyto-syncytial fusion, or (ii) they might be caused by elongated passage time and differential decay rates of the various mRNAs in the syncytiotrophoblast after cyto-syncytial fusion. Thus, such differences of specific mRNA levels potentially could not only be due to differential gene expression but also to differential decay rates of mRNAs inside syncytiotrophoblast.
sexual Dimorphism in Animal Models. There are recent data of animal models, which shed light on the importance of trophoblast for sexual dimorphism and on the placental response to prenatal insults 53 and stressors like hypoxia 54 . While the considerable species divergences in placentation make it difficult to match molecular and morphological data one on one to human placentation, the common denominator is the importance of trophoblast for sexual dimorphism. Potentially, sexual dimorphism of trophoblast is a general feature of reproductive biology and not limited to human placentation. This also supports the view that trophoblast -potentially also in human placentation -could mediate sexually divergent degrees of resilience 53 to the stressors provided by pregnancy complications, especially IUGR. So far, basic research on IUGR is focusing on the first trimester and generally on early placentation. The role of trophoblast specified in the present study and supported by animal models now also justifies a more diligent view on trophoblast in late pregnancy, where disease is becoming clinically symptomatic. This time window late in pregnancy could harbor so far undiscovered options for pro-resilient therapeutic interventions having trophoblast as target tissue. the syncytiotrophoblast in placental (Histo-)pathology. The substantially higher density of nuclei in syncytiotrophoblast of IUGR cases documented by the present study could potentially be one of the factors leading to the so-called Tenney Parker changes (syncytial knots) in placental histopathology 30 . These changes consist of apparent syncytial knots and bridges with many syncytial nuclei which become visible in 2D sections. However, the majority of this pattern is considered a 2D sectioning artifact related to varying section thickness, branching of the villous surface and nuclei content of syncytiotrophoblast 55, 56 . Tenney-Parker changes occur in the histopathology of various obstetrical complications, especially in IUGR and Preeclampsia 30 . While the present study was not designed to prove that the increased density of nuclei in syncytiotrophoblast is the cause of this phenomenon, it is nevertheless likely that the increased density of nuclei in syncytiotrophoblast (in 3D) is contributing to the occurrence of syncytial knots in 2D sections. Since Tenney-Parker changes are a widespread observation in many obstetrical syndromes, it is possible that the increase of the density of nuclei in villous trophoblast described for IUGR in the present study could be equally widespread, and is reflective of a general pattern of reaction of villous trophoblast to stress in pregnancy. Table 3 , namely Mean Density of villous trophoblast nuclei (calculated by division of the total number of nuclei per branch through the surface area of the same branch) and Mean Nearest Neighbor Distance of villous trophoblast nuclei (determined for each individual nucleus). The data are stratified in the first two columns by topological position of branches of the villous trees (TOPO, with terminal (bT0) and preterminal (bT1) position of the respective branch(es)) and by reactivity of the nuclei for proliferating cell nuclear antigen (PCNA, reactivity indicated by PCNA-positive (PCNA-pos) or PCNA-negative (PCNA-neg)). The outcome is also stratified by clinical groups (clinically normal, with intrauterine growth retardation (IUGR)) and then by gender (female ♀, male ♂). The second row indicates for each column of outcomes which variables were compared (comparison indicated by slash (/)). Statistically significant outcome is indicated by p-values. Lack of statistical significance is indicated as not significant (ns). the syncytiotrophoblast in epidemiology and prenatal programming. So far, syncytiotrophoblast did not play a major role in studies on prenatal programming. Sexual dimorphism of syncytiotrophoblast has been detected in the present study at exceptionally high statistical power (Table 5) . Actually, there is no other macroscopic or microscopic parameter available, which can detect the small effects of sexual dimorphism on the placenta with comparable power.
Parameters

Material and Methods
Clinical Groups and placental tissue. The present study used 42 placentas of clinically normal pregnancies and 40 placentas of pregnancies with intrauterine growth restriction (IUGR). Peripheral villous trees were analyzed by 3D microscopy. All placentas were collected at the Department of Obstetrics and Gynecology of the hospital "Dritter Orden", Munich, Germany. Core clinical data and gross anatomical placental data are shown in Table 1 .
The ethics board of Ludwig-Maximilians-University of Munich (LMU Munich), under the numbers 084-11 and 478-12, approved all investigations. All methods and procedures were performed in accordance with relevant guidelines and regulations.
Placentas were collected after informed consent of the mothers/parents was obtained. Intrauterine growth restriction was clinically diagnosed if the growth parameters of the fetus determined by ultrasound (e.g. femur length, abdomen and head circumference) were above the 10th growth percentile during the first two trimesters and then dropped below the 10th growth percentile. The obstetricians made this diagnosis during routine clinical monitoring. The morphological examiners were aware of the gestational age, fetal weight and whether there was a clinical diagnosis of IUGR, but were blinded to any other clinical data. The ethical vote constrained use of clinical data to data relevant for group allocation with few exceptions like birth weight and gestational age. Placentas of patients with a combination of IUGR and symptoms of preeclampsia were excluded in this study. tissue sampling and tissue processing. All placentas were cooled at 4 • C immediately after birth and transported under constant refrigeration to the Department of Anatomy II of LMU Munich. Sampling of tissue was per-formed using an established systematic-and-random procedure 35, 36 .
A point pattern was projected onto the chorionic surface of the placenta. The first sampling site was determined as being the first point falling fully inside the placental disc. By appropriate spacing (every third or fourth point, depending on the size of the placenta) it was possible to determine six sampling sites on each placental disc. Each sampling position was labelled with a small numbered pin and the chorionic surface with all pins in place was photographed with a ruler included in the picture.
Sampling of isolated peripheral villous trees for analysis with 3D microscopy was performed at the midpoint between sampling sites 3 and 4. At this position a piece of tissue with an edge length of about 2 to 3 cm and encompassing the entire thickness of placenta was taken and rinsed in physiological saline at 4 • C. Free bushes of peripheral villi (2-4 mm length) were identified under a binocular microscope and carefully isolated. Care was taken to touch the small bushes only at larger stem villi and to keep the peripheral parts of the bushes freely floating. The excised small bushes were then transferred to 4.5% formaldehyde (Roti-Histofix, Carl Roth, city, state, country) and immersion fixed for at least 24 h while still freely floating in fixative. It is of note that all steps of fixation, dehydration, staining, immunohistochemistry and embedding using these small bushes were done with the bushes freely floating in the incubation solutions or embedding mixtures. Maximum care was taken to avoid deformation of villous trees at any point of the procedure.
Immunohistochemistry. The isolated peripheral villous trees were washed in tap water for 60 min, then briefly in distilled water, transferred through an ethanol step gradient (50%, 70%, 80%, 96%, 5 min in each step of the gradient) into 100% ethanol and then transferred back from 100% ethanol to distilled water through the same gradient. This passage to ethanol and back to water was undertaken to open membranes of the fixed tissue for better antibody penetration (implemented as a result of empirical optimization of tissue penetration). Then the villous trees were shortly washed in cold 1 N HCl. Antigen retrieval was supported by incubation for 10 min in 1 N HCl at 60 • C, followed by washing in distilled water (3 × 10 min) and PBS at room temperature overnight. Endogenous peroxidases were blocked (3% H 2 O 2 for 20 min), followed by washing with PBS two times (3rd time PBS with 0.1% Tween). The villous trees were incubated with primary antibody (mouse anti-PCNA, 1:9000 in PBS buffer; article no. 180110; Invitrogen) for 60 min at room temperature, then overnight at 4 • C and on the next day for another 60 min at room temperature, then washed for 90 min in PBS. Blocking solution, solvent for 2nd antibody and the streptavidin complex were obtained from the ZytoChem-Plus HRP kit (article No.HRP125; Zytomed Systems, Berlin, Germany) and used according to the kit protocols. Samples were incubated in the solution containing the secondary antibody for 15 min, then washed for 3 × 15 min in PBS, incubated with streptavidin complex for 15 min and again washed for 3 × 15 min in PBS. Visualization was achieved by peroxidase detection using diaminobenzidine (15 min, DAB) as substrate and then washed in distilled water (3 × 15 min). Counterstaining with diluted hematoxylin (1:8 in distilled water) was achieved by incubation in the stain solution (7 min), followed by bluing in tap water for 10 min and washing in distilled water again. Preparations were passed through an increasing alcohol step gradient to xylene and mounted on concave slides in DPX (article No. 360294 H; Prolab VWR, Darmstadt, Germany) under cover slips. Care was taken to infiltrate the isolated villous trees slowly and completely with DPX prior to mounting. This was achieved by infiltrating the isolated villous trees with a mixture of xylene/DPX 1:1 (v/v) for 4 h prior to transfer and mounting on the concave slides in DPX. Once mounted on the concave slides, the preparations had a true 3D character and were free from compressive contact with the concave slide or cover glass ( Supplementary Figs 1, 2 ).
topological Microscopy of Isolated peripheral Villous trees. All peripheral villous trees were traced by mouse clicking and mouse wheel operations with Neurolucida software (version 11.02; MBF Bioscience, Williston, VT, USA) under a brightfield microscope using a 20x objective with the working direction from the proximal toward the terminal end of the peripheral villous tree using established procedures 35, 36 . The diameter of branches was continuously determined as a frustum around the center point. The focus plane showing the largest diameter of a branch segment was identified as the best representative of the center point in 3D 35, 36 . All center points placed in 3D were automatically connected to a continuous center line by the software, providing an accurate 3D skeleton for topological tree analysis ( Supplementary Fig. 2 ). Tree ordering (branch topology) was set to "Terminal Distance Ordering" in the Neurolucida software, because the terminal end was the biologically defined end of the isolated peripheral villous trees. This setting classified branches according to their distance in nodes from the terminal end of the villous tree. The parts of villi connecting two nodes or connecting a terminal end with a node were named branches (b). Branches were further classified by their distance to the nearest terminal end (bT, with the T indicating classification by terminal distance). The distance was measured by the number of nodes to the nearest terminal end, i.e., bT0 (terminal end), bT1 (one node apart of the next terminal end) and bT2 (two nodes apart of the next terminal end), see also 35, 36 . By continuous focusing through the villous trees the roundish, large epithelial nuclei of villous trophoblast became visible on the branch surface ( Supplementary Fig. 2 ) and could be unequivocally discriminated from each other. Furthermore, they could easily be distinguished from smaller and more elongated stromal or endothelial nuclei. All PCNA-positive and PCNA-negative nuclei were separately marked by the software by clicking on the midpoint of each nucleus in best focus with the mouse. Each nucleus was sampled once and as a whole (in contrast to thin sections where only nuclear profiles, but not whole nuclei are analyzed). The software automatically determined the three dimensional (XYZ) coordinates of each midpoint of a nucleus. This data was later used for determination of the branch-specific density of villous trophoblast nuclei at the villous surface. Furthermore, the software automatically associated each nucleus with its branch of the villous tree by allocation to the nearest centerline of the tree.
This process generated a digital 3D replica of the peripheral villous tree under investigation concurrently with the process of tracing and identification of nuclei ( Supplementary Fig. 2 ). By detection of PCNA, the nuclei could nevertheless be generally associated with syncytiotrophoblast (most are PCNA-negative) and cytotrophoblast (PCNA-positive) 35 . For the sake of our analysis cyto-and syncytiotrophoblast are treated and conceptualized as a single epithelial compartment (villous trophoblast).
Investigations were performed using two microscope systems with 20x objectives for evaluation. The first one consisted of an Axioskop microscope (Zeiss, Goettingen, Germany) with a motorized XYZ specimen stage (Maerzhaeuser, Wetzlar, Germany), LEP MAC6000 XYZ 3-axis stage controller (Ludl Elec- stage controller (Ludl Electronic Products), focus encoder (Type MT 1271; Heidenhain) and color digital camera (1/20 CCD chip, 1392 × 1040 pixel, MBF Bioscience). Data were analyzed using the software Neurolucida Explorer (version 11.09; MBF Bio-science) using the options "branching structure analysis" and "marker analysis". Nearest neighbor distances of villous trophoblast nuclei were automatically determined by the soft-ware for each nucleus which had been labeled during the microscopic analysis. Densities of villous trophoblast nuclei were calculated by dividing the number of nuclei per branch by the surface area of the branch. This was separately done for nuclei which were immune-positive for PCNA (PCNA-positive) and for nuclei which were immune-negative for PCNA (PCNA-negative).
statistical Analysis. Following clinical and gross anatomical parameters were included in analysis: gestational age (GA), birth weight (BW), placenta weight (PW), the ratio PW/BW, surface area (SA), roundness of the placental disc (Round), thickness of placenta (Thick), the shortest diameter (SD) and the longest diameter (LD). The data were grouped according to gender (female, male) and clinical outcome (normal, IUGR), resulting in four different clinical groups. Table 1 lists the group and gender means for these macroscopic parameters. A two-way analysis of variance (ANOVA) was performed on all the macroscopic parameters to investigate the interaction between the grouping variables. Pairwise comparison of means was done according to Tukey. Table 2 lists the results of the pairwise comparisons.
Mean Density of villous trophoblast nuclei.
For each placenta mean values for the density of villous trophoblast nuclei were calculated by dividing the number of nuclei identified on the surface of branches by the surface area of the respective branch. The mean density was calculated for both types of nuclei, PCNA-positive and PCNA-negative, and for each branch type, bT0 and bT1. The mean values together with standard deviations are given in Table 3 .
The mean density data were transformed to logarithmic scale as the frequency histograms were skewed to right for all four groups. After transformation, the Shapiro-Wilk normality tests were non-significant for all the groups (data not shown). A two-way analysis of variance was performed on the transformed data with gender (female, male) and disease (normal, IUGR) as grouping variables. A significant interaction between the grouping variables was found only for the PCNA-negative nuclei. The results for bT0 and bT1 were F (1, 78) = 4:25; p = 0:042 and F (1, 78) = 4:30; p = 0:041, respectively. The subsequent pairwise comparisons of means according to are shown in Table 4 .
Mean Nearest Neighbor Distance of villous trophoblast nuclei. The nearest neighbor distance (NND) for a nucleus is the Euclidean distance to its closest neighboring nucleus 35 . It was derived for each nucleus from the 3D coordinates of all nuclei. Like mean density, mean NND was calculated for both type of nuclei and for each type of branch. The mean values together with standard deviations are given in Table 3 .
The NND data had a right skewness in frequency distribution, too. Thus, it was transformed to logarithmic scale. Subsequent Shapiro-Wilk normality tests were still highly significant (data not shown). We believe that the large sample size for NND (n < 10000) creates a very high statistical power for the normality test. Hence, even subtle deviations from normal distribution result in significant normality test. It is known that ANOVA is robust to small departures from normal distribution. Also, heterogeneous variances among groups have little effect on the significance level of ANOVA, if the groups have equal sample sizes 57 . However, the significance level is seriously affected by a combination of non-normality and heterogeneous variances in unbalanced studies 57 . Therefore, a balanced study was designed for NND by randomly drawing equal number of samples for all four groups. In a separate study, the findings in this paper were validated by gradually and randomly decreasing the number of cases. They were found to be stable against random data reduction in balanced studies.
After performing two-way ANOVA on NND, a significant interaction was found between gender and disease for PCNA-negative nuclei. The results of interaction term for bT0 and bT1 were F (1, 24044) = 60:03; p < 0:001 and F (1, 10940) = 29:62; p < 0:001, respectively. The subsequent pairwise comparisons of means according to Tukey are shown in Table 4 .
